specific for aflatoxins B 1 , B 2 , G 1 and G 2 . Passed 15 mL of the test solution through the column at a flow rate of about 6 mL/min. Wash the column twice with 10 mL H 2 O, followed by passing 2-3 mL of air. Next, 1.0 mL methanol was used as the eluting solution. Elute the column with 1.0 mL methanol at a flow rate of 1-2 mL/min. Collect all eluates. Transferred accurately 1.0 mL of elutes in a 2-mL volumetric flask and made up to the mark with distilled water for assay (diluted elutes). The concentrations of aflatoxins were determined by HPLC analysis. The chromatographic procedure was carried out using a mixture of methanol and distilled water (45+55) as the mobile phase and a flow rate of 0.8 mL/min. 0.05% iodine solution as post-column derivatization reagent, flow rate at 0.2 mL/min, reaction temperature at 70 ℃ and reaction time at 1 min were set as a post-column reactor system. 100 µL of a mixture of aflatoxins standard solution (benzene and acetonitrile 98:2, v/v) or diluted elutes were analyzed by HPLC. Water was used as control. Aflatoxin B1, B2, G1 and G2 were not detected in these mycelia.
Acute oral Toxicity Study
In acute oral toxicity study, 24 rats were randomly divided into two groups, 12 for each (6 females and 6 males). Rats were intragastrically administrated with a single dose of 5000 mg/kg body weight EEAC on day 1 and then observed for next 14 days. The signs of toxic effects and/or mortality were observed carefully every 1 h after administration on the first day, followed by daily observation. Body weights were recorded every week.
Repeated Dose 28-day Oral Toxicity Study
In repeated dose 28-day oral toxicity study, forty SD rats were randomly divided into four groups containing 10 rats for each (5 females and 5 males): control group, 250 mg/kg group, 500 mg/kg group and 1000 mg/kg group. And then EEAC was administrated to rats by gavage once a day for 30 consecutive days.
Hematological and Biochemical Analyses
At the end of the toxicity studies, blood samples were obtained after anesthesia with chloral hydrate. Hematological analysis was performed using an automatic hematological analyzer (Coulter STKS, Beckman). Parameters, including white blood cells (WBC), lymphocytes, monocytes, granulocyte, red blood cells (RBC), hemoglobin and platelets count (PLT), were recorded. For biochemical analysis, following parameters, aspartate aminotransferase (AST), alanine aminotransferase (ALT), total protein, albumin, blood urea nitrogen (BUN), creatinine (CRE), glucose (GLU), total cholesterol (TC) and triglyceride (TG), were determined.
Measurement of Organ Indexes
SD Rats were sacrificed after blood sample were obtained and then gross observation was performed to analyze the macroscopic external features of organs, including heart, liver, spleen, lung, kidney, testis, ovary and uterus. These organs were carefully removed and then weighted individually. Organ index was calculated as follows: (organ weight/ body weight) ×100.
Supplementary data Supplementary Figure S1 UPLC analyses of standards and EEAC. (A)
standards: (25S)-Antcin H and (25R)-Antcin A; (B) EEAC. UPLC analyses were performed to control the quality of EEAC by using an Acquity UPLC system (Waters Corp., Milford, USA) coupled with HSS T3 column (1.8 µm, 2.1 mm× 100 mm). The mobile phase consisted of A (water containing 0.1% formic acid), and B (acetonitrile). A gradient elution of 30% B at 0-3 min, 58% B at 3-10 min, 70% B at 10-12 min, 95% B at 12-15 min and 95% B at 15-18 min was employed. The column temperature was maintained at 25°C. The flow rate was 0.3 ml/ min, the injection volume was 2 µl and the detection wavelength was 250 nm. UPLC analyses showed that contents of (25S)-Antcin H and (25R)-Antcin A, triterpenoids occurring in AC, in EEAC are 3.87% and 0.08%, respectively. 
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